This study aimed to evaluate whether the combination of inflammatory markers could provide predictive powers for mortality in individual patients on dialysis and develop a predictive model for mortality according to dialysis modality. Data for inflammatory markers were obtained at the time of enrollment from 3,309 patients on dialysis from a prospective multicenter cohort. Net reclassification index (NRI) and integrated discrimination improvement (IDI) were calculated. Cox proportional hazards regression analysis was used to derive a prediction model of mortality and the integrated area under the curve (iAUC) was calculated to compare the predictive accuracy of the models. The incremental additions of albumin, high-sensitive C-reactive protein (hsCRP), white blood count (WBC), and ferritin to the conventional risk factors showed the highest predictive powers for all-cause mortality in the entire population (NRI, 21.0; IDI, 0.045) and patients on peritoneal dialysis (NRI, 25.7; IDI, 0.061). The addition of albumin and hsCRP to the conventional risk factors markedly increased predictive powers for all-cause mortality in HD patients (NRI, 19.0; IDI, 0.035). The prediction model for all-cause mortality using conventional risk factors and combination of inflammatory markers with highest NRI value (iAUC, 0.741; 95% CI, 0.722-0.761) was the most accurate in the entire population compared with a model including conventional risk factors alone (iAUC, 0.719; 95% CI, 0.700-0.738) or model including only significant conventional risk factors and inflammatory markers (iAUC, 0.734; 95% CI, 0.714-0.754). Using multiple inflammatory markers practically available in a clinic can provide higher predictive power for all-cause mortality in patients on dialysis. The predictive model for mortality based on combinations of inflammatory markers enables a stratified risk assessment.
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Introduction

Selection of conventional risk factors and multiple inflammatory markers
Age, sex, body mass index (BMI), systolic blood pressure (BP), diastolic BP, presence of diabetes, history of MI, smoking, use of anti-hypertensive agents, total cholesterol, low-density lipoprotein (LDL), high-density lipoprotein (HDL), and dialysis vintage were selected as conventional risk factors for mortality. For patients on hemodialysis (HD) and peritoneal dialysis (PD), pre-dialysis BP at the HD center and BP at the PD clinic measured with automatic devices in the sitting position after resting for at least 5 minutes were used for analysis, respectively. Inflammatory markers, often measured in clinical practice, including serum albumin, high-sensitivity C-reactive protein (hsCRP), WBC, and ferritin were obtained at the time of enrollment in this prospective cohort.
Statistical analysis
Data were expressed as mean ± standard deviation or medians with ranges. Differences between groups were analyzed by Student's t-tests and chi-squared tests as appropriate. Skewed distribution variables (hsCRP, ferritin) were log-transformed to attain normal distribution. Hazard ratios were calculated with Cox proportional hazard models to adjust for confounding factors. Age, sex, BMI, systolic BP, diastolic BP, presence of diabetes, history of MI, smoking, use of anti-hypertensive agents, total cholesterol, LDL, HDL, and dialysis vintage were considered as possible confounders.
The NRI and IDI were calculated to evaluate the added predictive ability of the inflammatory markers beyond that of the conventional risk factors. Individual inflammatory markers or different combinations of inflammatory markers were added to a model with established risk factors. Time-dependent receiver operating characteristic (ROC) curves were constructed to determine the additional predictive value of each inflammatory marker and its combination. Cox proportional hazards regression analysis was used to derive a prediction model of allcause mortality. Model 1 included all conventional risk factors; Model 2 included only statistically significant conventional risk factors and inflammatory markers, which were selected by the backward elimination method; Model 3 consisted of conventional risk factors and a combination of inflammatory markers with the highest NRI value. Models 1, 2, and 3 were reconstructed according to dialysis modality. The integrated area under the curve (iAUC) was calculated to compare the predictive accuracy of the models. The iAUC is a weighted average of the AUC over a follow-up period and a measure of predictive accuracy of the model during follow-up, with a higher iAUC indicating a better predictive accuracy. Differences in iAUC between the models were calculated using a bootstrapping method with resampling of 1000 times. The estimated difference in iAUC was used to compare the accuracy among the predictive models. The 1-, 3-, and 5-year mortality risk calculator was constructed using Model 3.
The statistical analysis was performed using SAS system for Windows, version 9.2 (SAS Institute Inc., Cary, NC) and R (R Foundation for Statistical Computing, Vienna, Austria; www.r-project.org). P values < 0.05 were considered statistically significant. Table 1 shows patients' demographic, clinical, and biochemical characteristics according to dialysis modality. The mean age of the subjects was 61.7 years, and 58.8% were men. Diabetes was the most common cause of ESRD (51.6%). Patients on PD were younger and had a lower proportion of diabetes, coronary artery disease, cerebrovascular disease, and smoking than patients on HD had.
Results
Baseline characteristics
Causes of death
During the mean follow-up of 2.9 years, 661 (20.0%) deaths occurred. Cardiovascular disease (37.0%) was the most common cause of death, followed by infection (27.1%) ( Table 2) .
Association of individual inflammatory markers with all-cause, cardiovascular, and infection-related mortalities: Cox proportional hazard models
Serum albumin, hsCRP, and WBC were independent predictors of all-cause, cardiovascular, and infection-related mortalities after adjusting confounding factors in the entire population (all P < 0.05) ( Table 3 ). In patients receiving HD, serum albumin and hsCRP were independent predictors of all-cause, cardiovascular, and infection-related mortalities (all P < 0.05). Serum WBC was also an independent predictor of all-cause death (P = 0.001) in patients on HD. In patients undergoing PD, serum albumin, hsCRP, and WBC were independent predictors of all-cause and infection-related mortalities (all P < 0.05). Serum ferritin only showed a significant association with all-cause mortality in patients on PD (P = 0.03).
Incremental predictive ability of multiple inflammatory makers for allcause, cardiovascular, and infection-related mortalities according to dialysis modality: NRI, IDI Table 4 shows the additional predictive powers of individual inflammatory markers for causespecific mortalities in patients on dialysis according to dialysis modality. When added to the model with conventional risk factors, albumin reclassified 17.2% (P < 0.001), hsCRP 15.7% (P < 0.001), and WBC 6.8% (P = 0.02) of patients, resulting in better all-cause mortality risk prediction in the entire population. In the entire population, the NRI for the addition of the combination of inflammatory markers and conventional risk factors was highest for the combination of serum albumin, hsCRP, WBC, and ferritin for all-cause mortality (21.0%, P < 0.001) and for the combination of serum albumin, hsCRP, and WBC for cardiovascular mortality (21.3%, P < 0.001). 
Albumin, mean ± SD, g/dL 3.6 ± 0.6 3.6 ± 0.6 3.6 ± 0.6 < 0.001
Values are shown as mean ± standard deviation or median with interquartile range.
Abbreviations: ACEi, angiotensin-converting enzyme inhibitor; ARB, angiotensin receptor blocker; BP, blood pressure; CHF, congestive heart failure; ESRD, end stage renal disease; HD, hemodialysis; HDL, high density lipoprotein; hsCRP, high-sensitivity C-reactive protein; HTN, hypertension; LDL, low density lipoprotein; MI, myocardial infarction; PD, peritoneal dialysis; WBC, white cell count https://doi.org/10.1371/journal.pone.0193511.t001
In patients on HD, the NRI for the incremental combination of inflammatory markers and conventional risk factors was maximized for the combination of serum albumin and hsCRP for all-cause (19.0%, P < 0.001) and cardiovascular mortalities (18.5%, P = 0.02) and for the combination of serum albumin, hsCRP, WBC, and ferritin for infection-related mortality (27.1%, P < 0.001).
In patients on PD, the NRI for the addition of the combination of inflammatory markers and the conventional risk factors was highest for the combination of serum albumin, hsCRP, WBC, and ferritin for all-cause (25.7%, P = 0.004) and for the combination of serum albumin and hsCRP for infection-related mortality (28.4%, P = 0.004). No significant incremental predictive values of the inflammatory markers beyond the standard risk factors alone for marker significantly improved the predictive accuracy for all-cause mortality, the combination of all inflammatory markers resulted in the most accurate prediction model. The results of time-dependent ROC curves according to dialysis modality showed the most consistent result (Fig 1B and 1C) . The hazard ratios for the variables and iAUC and estimated difference in iAUC for the models of all-cause mortality are shown in Table 5 . iAUC values were 0.719 (95% CI, 0.700-0.738) for Model 1, with conventional risk factors, 0.734 (95% CI, 0.714-0.754) for Model 2, with only significant conventional risk factors and inflammatory markers, 0.741 (95% CI, 0.722-0.761) for Model 3, with conventional risk factors and the combination of inflammatory markers with the highest NRI value. The difference in iAUC between Models 1 and 2 was -0.015 (95% CI, -0.027 to -0.005), and the difference between Models 1 and 3 was -0.022 (95% CI, -0.033 to -0.013), indicating that there was significant improvement in predictive accuracy between models. Reconstructed predictive models according to dialysis modality showed consistent results.
Best prediction model for all-cause mortality according to dialysis modality
The mortality risk calculator (S1 Fig 
Discussion
This prospective multicenter study, with 3,309 patients on dialysis, demonstrated that multimarker approaches using a combination of multiple inflammatory markers (serum albumin, hsCRP, WBC, and ferritin) practically available in a clinical setting, improve the predictive ability for all-cause mortality beyond established risk factors, as measured by improvements in the NRI, IDI, and C-statistic estimate (iAUC). Additionally, we found that optimal risk stratification for cause-specific mortality could be accomplished by different combinations of inflammatory markers according to dialysis modality. Based on this result, we have developed the best risk prediction models for all-cause mortality according to dialysis modality by adding a combination of serum albumin and hsCRP in patients on HD, and serum albumin, hsCRP, WBC, and ferritin in patients on PD to a crude model including the Framingham risk score [2] . To our best knowledge, this is the first report that constructs predictive models for longterm as well as short-term mortality in patients with ESRD by using easily available multiple inflammatory markers with the greatest predictability assessed by reclassification statistics.
Despite numerous studies regarding the association between each inflammatory marker and clinical outcomes [7] [8] [9] [10] [11] [12] [13] [14] [15] [16] , the question regarding incremental predictabilities for mortality by combining significant inflammatory markers in patients with ESRD remains uncertain. In this study, we tried to address the question of whether the incremental combination of the serum markers of inflammation, like cardiac biomarkers, could increase the mortality prediction in patients on dialysis. One of the principal findings of our study was that the addition of any combination of inflammatory markers (albumin plus hsCRP, albumin plus hsCRP plus WBC, albumin plus hsCRP plus WBC plus ferritin) to the crude model significantly enhanced the prediction for all-cause mortality with a somewhat different degree of improvement irrespective of dialysis modality. Serum albumin, hsCRP, WBC, and ferritin individually might reflect a different pathophysiological pathway on cardiovascular, infection-related, or other mortalities. Thus, simultaneous measurement of these four biomarkers led to complementary prognostic information about survival. Notably, among these combinations of inflammatory markers, the combination of albumin and hsCRP in patients on HD and albumin, hsCRP, WBC, and ferritin in patients on PD, which was based on the NRI results, yielded the greatest predictive power for all-cause mortality. This differing prognostic information, according to dialysis modality, could provide different clinical monitoring and decision making by nephrologists and better information regarding prognosis to patients with ESRD and their families.
Prediction models for all-cause mortality were constructed by using a combination of inflammatory markers with the highest NRI values according to dialysis modality. It was not anticipated that the model with the addition of inflammatory markers with the highest NRI values to the crude model (Model 3) would be more accurate than both the model including only significant clinical and laboratory variables (Model 2) and the crude model (Model 1). This means that a combination of only the significant indicators does not ensure the most superior prediction model for mortality. Considering that heterogeneous pathological conditions contribute to the deaths of patients with ESRD, although not all traditional risk factors are significant, the null model harboring Framingham risk factors, plus the most predictable combination of inflammatory markers, yielded the best risk models for all-cause deaths. Thus, our findings have significance, since existing mortality prediction models in ESRD have mainly selected only significant variables identified by logistic regression and used a calculation of a point score to draw risk prediction models [1, [20] [21] [22] . Our risk prediction models using easily accessible clinical, demographic, and laboratory data could be used by clinicians to distinguish patients on dialysis, who are high risk, and to make decisions regarding further clinical evaluations and timely interventions. Moreover, mortality prediction models according to dialysis modality enable a more individualized outcome prediction in patients on dialysis and thus improve patient survival.
Another notable finding of this study was that the simultaneous addition of inflammatory markers to established risk factors improved risk stratification for death from infectious causes regardless of dialysis modality and cardiovascular mortality in patients on HD. In particular, the best combination of inflammatory markers for predicting cause-specific mortality was different according to dialysis modality. The combination of albumin and CRP measurements resulted in the most improved predictive power for cardiovascular death in patients on HD and for infection-related death in patients on PD. However, risk prediction for cardiovascular mortality was not improved with the addition of any combination of inflammatory markers or each inflammatory marker alone, compared to conventional risk factors in patients on PD. This interesting result could be partly explained by the differential predictive value of serum albumin for cardiovascular and infection-related mortality according to dialysis modality. One study of 130,052 patients on dialysis (HD, 117,851; PD, 12,171) demonstrated that, despite having the same level of serum albumin, the adjusted risk of cardiovascular death for patients on PD was lower than for that for patients on HD, and the risk of infection-related death was higher in patients on PD than patients on HD [7] . Patients undergoing PD experience daily peritoneal protein loss, which is predominantly albumin [23] . Our study and previous study suggested that decreased serum albumin levels associated with peritoneal albumin losses may not increase mortality, especially cardiovascular death, for patients on PD. Considering the relatively slight clinical significance of increased inflammatory markers beyond the conventional cardiovascular risk factors on cardiovascular mortality in patients on PD, clinicians should focus on treating and improving the Framingham risk factors of patients undergoing PD, rather than monitoring inflammatory markers to reduce cardiovascular death.
This study has several limitations. First, we could not confirm the results using a different validation cohort. A validation cohort is needed to confirm the utility of risk prediction models using inflammatory markers for mortality according to dialysis modality. Second, we only analyzed inflammatory markers at the time of enrollment. Considering that the systemic inflammatory response has intraindividual variability over time in patients on dialysis [24] , further studies using serial measurement and analyzing the variation of inflammatory markers are needed. Third, this study only included patients with ESRD in Korea. Previous studies have reported that patients on dialysis in Asian countries have a lower degree of inflammation compared with those in the United States and Europe [9, 25, 26] . This difference requires caution in generalizing our results across race and ethnicity. Finally, we could not clearly explain the underlying mechanism driving the difference of the optimal combination of inflammatory markers between dialysis modalities. Further study is needed to clarify a cause-and-effect relationship.
Nevertheless, our study has important strengths. Our predictive models for mortality are practical, in that all the variables are routinely measured in patients with ESRD and could be simply implemented in real-world clinics. The inflammatory markers we used are readily and easily measureable parameters compared with pro-inflammatory cytokines. Another crucial implication of this study is that different combinations of inflammatory markers, according to dialysis modality, yielded different best predictive values for cause-specific mortality. Considering that both differentiating between patients on dialysis at high and low cause-specific mortality risk and clinical decision making in patients with ESRD are challenging, this detailed result enables a stratified risk assessment in this population according to dialysis modality. Furthermore, this study provides evidence that properly selecting the number of inflammatory markers and the correct follow-up period according to dialysis modality and cause-specific mortality, could contribute to increasing cost-effectiveness, as well as to improving patient survival. Finally, this current report has attempted for the first time to merge reclassification statistics into risk prediction models and proved superiority in accuracy of risk models.
In summary, we found that multi-marker approaches using multiple inflammatory markers practically available in clinics have additional predictive value for all-cause mortality in patients on dialysis, and we developed highly accurate predictive models for mortality, according to dialysis modality, using routine inflammatory laboratory data. Our accurate risk calculator for prediction of mortality could enable individualized decision-making and result in early and appropriate therapies and preventions, which could improve outcomes of patients undergoing dialysis and might reduce the burdens of ESRD. Author Contributions
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